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Abstract: Antibody-drug conjugate (ADC) has the characteristics of low toxicity and high efficiency, and
plays an important role in cancer treatment. However, due to the complexity of its structure, it brings difficulties in
pharmacokinetic (PK) bioanalysis. This study established an analytical method for the detection of ADC (RC108) in
cynomolgus monkey plasma by ligand-binding assay (LBA) and liquid chromatography tandem mass spectrometry
(LC-MS/MS), which was used to analyze and quantify the total antibody, bound antibody and free drug in cynomolgus
monkey plasma. Based on the LBA method, rabbit anti-RC108 Fab and mouse anti-MMAE (monomethy] auristatin
E) mAb were pre-coated in 96-well plates as the total antibody and antibody binding reagents, respectively. The
samples to be tested were added, and then the detection reagents were added in turn. Goat anti-human IgG (H+L)-
HRP, chromogenic solution tetramethylbenzidine (TMB), H,SO, terminate the reaction, read data at 450 nm/630 nm
wavelength of microplate reader; LC-MS/MS analysis method quantifies MMAE concentration, and refer to relevant
regulations for methodological validation. The analytical method for quantifying total antibody, bound antibody
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and free drug of RC108 drug obtained good accuracy and precision, and the selectivity, dilution linearity, hook

effect, parallelism and stability were verified. Meet the requirements of biological analysis. Finally, a bioanalytical

method for the determination of the concentration of the test substance RC108 (total antibody, conjugated antibody,

free MMAE) in cynomolgus monkey plasma with high sensitivity and high throughput was established by LBA

and LC-MS/MS method. Subsequent non-clinical research on PK research in cynomolgus monkeys will provide

technical support.
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Figure 1 Validation results of the standard curve and precision and accuracy. A, B: Total antibody; C, D: Conjugated antibody. ULOQ:

Upper limit of quantitation, HQC: High quality control; MQC: Medium quality control; LQC: Low quality control; LLOQ: Lower limit of
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Figure 2 The selectivity of total antibody (A) and conjugated antibody (B)
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Figure 3 Representative chromatograms of monomethyl auristatin E (MMAE). A: Blank of monkey serum without analytes; B: LLOQ at

0.02 ng-mL"'
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